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Figure S1. Transposition time course during conjugative delivery of mini-Tn5 Km from pBAM1. 
 
 
 
Tri-parental matings were employed for suicide delivery of pBAM1. At the times indicated the filters 
were collected, cells re-suspended, and appropriate dilutions plated onto selective media. The number 
of kanamycin resistant colonies was determined for each time point. The average of three independent 
experiments with their standard deviation is shown.  
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Figure S2. Mini-Tn5 Km insertion mapping example 
 
 
Schematic representation of the locations of ME-O and arbitrary primers employed in the two rounds of 
arbitrary PCR [1], and, consequently, the ME-O primer used for sequencing. Below, a fragment of a 
typical chromatogram showing the base calling that enabled the identification of the junction point 
between the ME-O (circled) and the P. putida KT2440 genome. 
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Figure S3. Consensus insertion site of the mini-Tn5 Km of pBAM1 in the genome of P. putida 
 
 
 
 
 
 
 
 
 
 
 
 
A total of fifty-five junction sequences were analyzed to create a DNA logo sequence using WebLogo 3 
software (http://weblogo.threeplusone.com/; [2]. The probability of having a specific nucleotide base in a 
determined position is shown. In this calculation we corrected for the GC content of P. putida KT2440 
(GC% 61.5). 
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Figure S4. Growth of P. putida wild type and an rpoN mutant strain in minimal medium. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
This picture illustrates the lack of significant growth of the rpoN mutant (left) of P. putida in M9 minimal 
medium with citrate after several days of incubation at 30 ºC. The control wild-type strain is streaked out 
to the right.  
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Table S1. Localization of mini-Tn5 Km transposon insertions within the P. putida  KT2440 genomea  2 
3 
7 
a  Both ends of the mini-Tn5 Km were employed to locate each of the transposons in the genome of 1 
the 12 mutants. The Table shows: the length of the PCR amplicon obtained in the arbitrary PCR, the 2 
number of nucleotides from the PCR that match the end of the mini-transposon, the PCR fragment 3 
length that reads into the KT2440 genome, with its corresponding genome coordinates and identity 4 
percentage at nucleotide level. The nt identity is not 100% due to some minor sequence ambiguities 5 
in the PCR fragments.  6 
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Table S2. Details of the sites of insertion of mini-Tn5 Km in P. putida MAD1 white mutantsa. 1 
 2 
 3 
 4 
a  Arbitrary PCR followed by sequencing with the primers indicated in the text was used to identify the 5 
sites where insertion had occurred. The length of the PCR amplicon obtained in the arbitrary PCR is 6 
indicated in each case along with the number of nucleotides from the PCR that match the end of the 7 
mini-transposon. The Table indicates as well the length of the PCR fragment that reads into the P. 8 
putida MAD1 genome, the position relative to the start codon of the corresponding gene, and the 9 
identity percentage of the PCR fragment at the nucleotide level (<100% due to sequence ambiguities 10 
in the PCR fragments).  11 
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Table S3. Details of the sites of insertion of mini-Tn5 Km in P. putida MAD1 producing unusual white/blue patterns in X-gal plates a. 2 
 3 
 4 
 5 
a  The Table shows the gene/region inserted by the transposon, the corresponding PP number, the putative function of the inactivated gene, the length of the 6 
PCR amplicon obtained in the arbitrary PCR, the number of nucleotides that match the end of the mini-transposon, the length of the PCR fragment that reads 7 
into the P. putida MAD1 genome, the genome coordinates were mini-Tn5 Km is located, and the identity percentage of the PCR fragment at nucleotide level 8 
(<100% due to sequence ambiguities in the PCR fragments).  9 
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Table S4. Location of GFP-fusions generated with pBAM1-GFP within the P. putida  KT2440 genomea 1 
 3 
 5 
 7 
 9 
 11 
 13 
 15 
 17 
 19 
 21 
 23 
 25 
 27 
 28 
a  Arbitrary PCR followed by sequencing with the GFP-intR primer was used to identify the proteins 29 
where the fusion had occurred. PP# indicates the P. putida KT2440 locus number. The gene name 30 
(when known) is indicated along with the putative function of the protein, the number of amino acids 31 
in its primary sequence and the GFP insertion point. ND: not determined due to the presence of a 32 
large number of internal repeats within the sequence. 33 
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